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Figure 1 General principle of chemical ligation. 
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Figure 2 Mechanism of protein splicing 



WO 2005/014620 



3/15 



PCT/GB2004/003391 



Clone Gene into Engineered 
Intein Expression Vector 



1. Bacterial Expression 

2. Affinity Chromatography 



— ll—NH-Cys- 



N->S Acyl 
shift 



N 



Transthfo- 
este rifle at! o n 



O 




Sead 



H 2 N-Cys-| 

synthetic peptide 
^ + R-SH 




(Bead ■ 



Figure 3 Generation of Recombinant C-terminal Thioester Proteins 



WO 2005/014620 PCT/GB2004/003391 

4/15 



Synthetic or recombinant peptide / protein a-thioester 

O 



^ ProtelrT'^^'SR 



NH 2 NH— ^ / NHi— O-Q 



O o 



/ N 

Protein 



^^NH— N-O ( Protein ^ ^nh— 



Figure 4 Ligation of protein and peptide thioesters with hydrazine and 
aminooxy containing entities such as labels, peptides and proteins. 
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Figure 5 Generation of synthetic and recombinant peptide hydrazides 
for ligation with thioester containing molecules 
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Figure 6 Generation of recombinant peptide hydrazides for ligation 
with aldehyde and ketone containing molecules 




Figure 7 




Figure 8 
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Figure 9. ESMS spectrum of the C-terminal hydrazide derivative of Grb2-SH2 
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Figure 10. SDS-PAGE analysis of the reaction between synthetic ketone containing 
peptide CH3COCO-myc with Grb2-SH2 - C-terminal hydrazide and Cytochrome C. 
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Figure 11 Structure of CH 3 COCO-Lys(H). 
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Figure 12 
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Figure 13 




Figure 14 
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Figure 15. 



